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Pag1t2 of 14 

n.,. documenl de1o1ls the moltriols and procedute lor noJuu!ing the elfitoq of tiquid d;:;infocl:ml> c,> ng lh,i AO/IC 
us .... oau1icn Method in aotatdonca """ Good laboratory trochee Storidoid; JGI.P5) $1ipullft<f by •o CFR 160. Th;. 
doevment ol;o e•plairu 1he lerm~ ond cond>tions of lesling. 

"· ''""°"· 
n~ pu,po:;e of this ,tu,!y i, to de<;VmOnt !ho aflicocy of Iha test wbston<:e agaimt -.e 1esl ,y,rem jmic<corgonil/1'1) undes 
Iha specif'ffl lest p,,romelers. 

Ill. Jumfication for the s.ladion of TM! Sytlenl (Mic,roo,eoni•m) 

llw Vn,1ed Sro""' l!nv«onrMntal Pro111c:tion Age,,cy (USEi'A) ,~quires t,11Ccifi~ on!,m1C1abol cbirr,s mo:Jc w di~111focl,;,rtfj'. . 

lo, uoe on ha,d •uriaocs and sold in 1hc Unioed Sllr"l$10 be supr,o~ by rele11011! lest systems (mi<roorgo,..'ITISI 
oullinecl in EPA Product Perfoononce Te51 Guidefine1, OCSPJ' 810.2200, o,.;,,fuCJOntr far \Jse an Hard Surface:• 
Effi(acy Dal~ R~co,r.n,emlafion• and olha, rdcrled EPA guidorn:c, 

rv. Terms Md Concf~ion■ 

51uditt by An1im'crobial f,..1 labc,ato1 i .. a rc: car.duded in 0«01donce wdi. gcnora l term, and condi1,on; pOG".ed on 
.,._.Anhmlaob,afTcstloboroioric; com/torm;.hlm 

Priar la :tudy irut,otian, Ant,mi<:101>,al lc,it lal,oroior,o• mv,it nxcive 1he opproved ond ligned 1><olocol, 18>11Ybs1anc~ 
ood payment Chongti ro th• signad, a;,p,o,,,td protac<il wal roqui,e amanclmenl and ""'Y '"""' additronol fees . 
Caru.elbtion of the sludy any hmc <rlh::r the protocol hns been ;rgnod .,,q r~4t ,n a concello1ion f~ of up 10 1 OOX. of 
t~ lotol Sludy cosr, ro be detvtmiMd br lobo<olo,y managemer,I al its sole discreiion. 

AntiffllCTObiol T,r-.i lo1iororories may repeal S1ud(as. "9o of chorgo, ii\ the...,..,, of u,,;n~ protoc,ol non• 
conio<man::e, ii lhe nan-conformon<& i, det1trnr.ecl by the Sludv Oiu, .. 'ior "' have oft.:c:fcd lko My ou1torr.o. If 1h<I 
nctArnli,,,tion .,-..- tpoofied for a 11udy ~ not odequole, the itUdy w,11 be dHmed "inconc:lusiv1t• and ~"' Study 
~:>morwill be responsible lortne cast of the s1udy. lnadditro,,, the Study Span.oar i; mpon~blo for 1ho t'OS1 of all 
,tud, .. performed 1u confom me outcomo of o pr8"ious ardy ond fot ~wring lh<II -le study win mee1 1~.f!i'r regula•"')· 
objKliv<!S. 

1119 SJVCfy Sponror m11S1 obtain v,rillen ccns.nl from Antim'crobiot T Ht Lub01o1o,~ to u.,. o, pvblioh rtr: protocols, 
s:udy t•pom (or pom. thereot). logo or emplo~-ee nome: fa, mart<clmg purpo:cs. 

Tcm ;ub$1or,co cho,octvritolion 01 ro cen18n1, ;10bm1y, e1c, is 1he mpon9ibility of the Slud)' Sponsor . The 1es, wbMon~ 
11>011 b• cho,octeriac! by lhe sponsor p,_ lo IM <ompl.,tion ai lh,, s'udy • 

.llnli,wobiol l • "1 labom- • 1304 W, lnd1J1trior 81.-d • Rovnri llotl:. T"""" 7!1681 • (5 21 3 10-63 78 
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V. TNI SubalollCII ldonlllicaiion, Chorocswiecdion, and Handling 

/1111.., ...t>.ianco• ,,.,.d l<i wbclontiltli: onhmianbial elfia,cy dc,j,.,,, w<D u man,fodunld or clherwi,e l~&led al It. 
loooor ..,,,ed limir [l.Clj. 

T 1!11 Svbstanc• Na me - Slenl• Ultra Oi11MICfant Cleaner Solution 1 
Lot Numbori•J - AM 1 •258 
Acti\.e lngnd'enl & Contontro1ion - See Gllached CertftCD!v af llnoly;i; 
Manufadu1e Dole • 23FEll201!i 
Expiro1ion DoN • 23Ffl2016 

TMI Sub'1once Name -Slon1-Ultro On;inf.c1anl Cloc,_. Solu11on I 
Lot NumM1(aJ • AM 1-2U. 
A~ 1ng,.,fv,1 & Conccn:rc,t,on -Soo oltochod Cortiicalc of Analp, 
Manuloc:tv,e Doi• - 23FEll2015 
f,cpircr.ion Do10 • 23Fl:82016 

Tod Sulmonce Ncme - St.ti,.,. Ullre AdMllor Salulior, 
Lot Number(sJ -AM1-12'i8 
Act .. e 1ng,...r,.n1 & Concvnllalion - NIA 
Monvfoclvro Oote - CXV.PR2015 
crp>1olian Dole • 03Al'll2016 

Teti s.Aislcnoo Name - Slwilax Ulho AaWGto< Wilion 
Lo-I Numbct(s)-AM1.129A 
AcliY• lngred- & Concenlralion - H/A 
W-ufactu11, Ocie - 03APR2015 
l:Jcpitalioo Dole • 03AJllt2016 

Special Handling R.sqviteffl8n~ -None 

T~ substonco chorodllrilat,on Oi 10 co:>nt.,.,., ;tab1hty, Ille,, (40 C.Fil, Por1 160, oncl Sub part F JI 60.105)) "th• 
,_aib,lify of ii,., Study Spon&cf. Th. i.,t tub•lanoe tholt be chcradeiad hy rhe Spc,,_ pie, to rhe ccmplel<m ol 
1hi>s11,dy. 

l>ntl""croblol T..t l.aborolari .. • 130, W lndu,.,..1 81-d • Round R.odr. r ... , 78681 • 1512)3104318 
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i e,;t •ubslances and de•ic~ a re handled m foDO¥<O: 

• Tho 11:<1 cubst"""" is ,tor-od ot ombionl (room! tomporotvro vndor fl11omcen1 lighting or in o cabinet. 

• Tho 1cs1 oyl,:.!<;1na. is ::hak,.,, or 01',,,r,,i:;e """'"' woN .mmedicrtolv p,i« to vse !if oppfcable). 
• n-.., •est ;ul,,t{lnCC is handled ,olcly in occordonc~ w,ii the chemiCIOI n1fu ii may pose, ;toled ,n 1he MSOS or by 1he . 

Study Spwuo, during Iha course al pn,-:.t..dy commun1~"''°"' 

'VI. Sluctt l'ataiMtert, IMarporcNd by fWen9nc:e 

Numbet ol Tes~ Comprding the Studt - 2 [1 Tl!!I perTt19t Sub.lance I.at p,,rTatt 'i!iaaorganism) 
Carrin• Typo - $1Qin'-a Scoel P.,,iq,4illder 
Number al Corrie rs per T 11.t Substance - 10 
Tc,,t Subdonce Farm - D~ufion ~ur.d (1 : l :1()1. I pottSfonlqUltro Cl,sii,t.dontOoanar Solution 1 + 1 part 

Srwil• Ul1ra ~r SolUCion + 10 parts Diluent 
Te:it Suhstcnce Dil<Jent -400 ± 10 PPM AON:. Synthetic Hard 'Wde, Solution 
Te;t Temperature - 20 :1: 1•c 
Contad r """ - 9 Minutes ± 5 .... nc& 
Organi, Soil toad - 5 :t 0.1~ (v/'I] fotol 8oolfno 59!'11111 (l'BS) 
Neutrolizalio~ Brolh - To be noted in finol 111po1t 

Propo•od operirn1111tol 5'orf, Dal41 : 11 Sf:1'201 S 
P,op,,.e,J E.,,e,imenfll! Te,minalicn Dole: 18SEP2015 

\Ill. Tn Sys1am [Microargoniam 

Stop1>y,'oc«C1JS ou,;ws ATCC 33591 (MRSAI 

\1111 ,Malwiob 

• Pure cullvr• of tho tesl S)'ffl!m (micscorgonis.M). 
• Su(t.cieel quonlity ;re,~e 8 ± 1 mm od, 6 :!:: 1 n,m id, 10 :!:: 1 mm lt"1,1h, l}-pe 304 stoinhn< ,teel pani~lind"'• free 

of vi:,blo /lo,.. , for o 10 cattier 1cs,, ot ko5t 19 cornGrs ore "e<11ssory per mi<roorgon,sm ond lot of product rested 
(10 lest a:rrie1•, 6 inoc:ulum con1rol ,a~rt, 1 11eulrolit~ticn c,,nllol carrier, and 1-2 viabt1lt-1 cx:n1flc t amicrs). 
fl(!ro comm ffl<;rf bo ~,oporlld for u5CI In :ho study. 

• Svfficier\t ..,k,n,c, of reagml grade 1 N NoOH .al~. 
• Suffiden1 qu<1ntlly of dean, slenle 100>< 15 mm ste1ile Petri dishM. 
• Sufficien1 quonhly of ate, ~a 9 cm Wholmon #1 [or •qt,waftnl) fdti, r paper rounds. 
• Sufflcie r11 quont<fy of 2011150 mm 1es111,bea conta ining 1 () ml ,ten1e AOAC ~nlh"1ic Broth 
• Suffi<iem quantity ol :twao pe,ri d,•h8S 
• Suffiticnt volume of s1crilo folQI 1-,o,,ir,o ,orvm for addi1ion of ortifiool •:;ojl" lo<Jd IO mioobio l t•Jlruro if 9,:,pli«lb/Q, 
• Suffic,ant tlacu,, ::1erilo 25x100 mm 1"1i1ube:,, 

""1'-'n1crob,ol Tostlcbato1onec • 1304\\1. lndn frial 8l,,I • Round Rod<. T...,• 7110111 • (5 213l0,s:J78 
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Poge Sol I.II 

• S..ficienr ;r~Jile tubes <M1o,nin;i sfcnla pho,phale·bu!f<tted saline. for dilvr.on of microbial svspon;io,,,: prior la 
plCJlino. 

• Suflidcnt number and -.olume of slenle P•1ri di5hes ond ~ll!ila l ,yptic Say Agar or otha, opp,opriate ;reo,,th agar 
lo, imurneralion of dauted microbial sir.pen.lQ<".s. 

• ~cient number ond volume of ;dc:nle petri auhc: ond sterile Mueller Hinkln Agar 
• Sufficient number of 2Sx 150 mm to>t !utfl conlaining 10 ml awile subcvlrure neutralization broth, 
• Two <>r mo"' bent ..,Ill tron,;!or hoolcs of a 1ypc, th111 ca" be llom•sieriliztd quickly )'Qt ore strong eno~h 10 ;.,11y 

$UJ)por1 tho .,...;ghr of" penicyllnder during rroMfer fn>m one 11/be to llhe n8'<1, 
• Bunsen b..nnM, rniaobiologicol incinerotor, or micro,.t,on:h o:; cppropnolc to cmure rcptd otld comp.lfde ffo~~ 

starilimlion of transfer hook$, 

• Sufficien: quanh1'f of mlc:rapipctte,s and CIJ)ptoprioreJr tized sten1e micropiJ)1!ne lips, 
Automolic pipeho< !f'ip,,t-1\:d 01 s,mila1I and ""nous sizes of sterile serological pipe&. 

• Thermomeier (for sul:ma'110f\ in on cq'1d1bro1cd t..i tubw !a ir.dicota tho 1empenm,r• of 1he "'5f wbsloor.ot du,i',g 
in& 18$1), 

• Incubator copable af •~'ilainir,g ternpe,oturas o{ 36::t l"C. 
• Faraep.s. 
• Appropriate .olumc a! 9S9' ethancl, 
• Wire ir.oculahng bop Mnvn id). 
• Suificien1 number ol 1e•I lube ,odes. 
• Sanioalo,. 

• Ccmficd =ielliie dod:.. 
• c .... oflad d,giml iimot. 

Wt¥'."' Berl, ta)Jllble r,f m11intoinin; Ii,. appropriate leSI 1eml)llro!Ul9, 

Digital Colrpar,; 
Su!fic:i~nr q~-anhly of cpprc,p1ia1e antibiclic disk, 
Sulflci~nt q~""nlitv of st.,: ilc •wabs 

IX. l'rocadt.n 

P(llo;,rolion oJ AQAC a,nthoifc b!!!9 "'ffl!.!9.Mi.on 

from 8(1(1\ I 000 IT~ of r.c11lo RO wafer (a• mta$Ured by 1 L volurM1nc floskJ, o volume equol 10 1he lotof ...iumc ol 
/ICAC f-.ard wa!eo •~em added ,n 1h~ 1,eps below it remcwed by :,ctolo!liCOI pipctt<a. for excmpl•, if <I r.>l ol 
solution 'l" and 4 ml of =olutian .,2. a,c la be added, then 8 ml ol sterile warw is re~. 

• The c,onoen1n>lion in ?PM of hurd wak!r lO be moda ii; dividad by 100. lhat i• 1ho volume, in ml, al AOAC hard 
..a111< solu1ion~ • 1 • end -Z- tho! wiH ha n,-dcd to maka 1000,nl r:,,/ hord wale r. 

• Ba::czd on 1ha cclCJ!nhan ab""", en apprapriate-.olunte of AOAC solvtion • 1· IS ood<ld lo tho s1crilo v.am, and 
mixed . 

.A,1th'1t<robiorTe:1 tobcwo10<10; • 1304 W. lnclu11n:,1 Blrl. • R...,d Rock, T_,• 78641 • 151~310-837$ 
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• Th& opprapriole ..,.Ju.,,,. af ,oolu,on "2" 1-s then ud:led and milllOd. 
• An approp,;,,1 • ..,.i.,,,,.. al the synlhatic hard WDlti,. rcmo.,.,.,. ond 1i1ratod. ~ no<0$$0ry, 1M ,oluhon moy be 

diluted with •1eri1o ""'<11er c, augmenled wilh equal patls •olv1ion "1 • and "2" to ach..,..c lhc dvcy ,poru,gr 
1,:qa='.ed hord w<rter f.,.cl. In anv co;o, 1ho honl ,...,,., <:onceroltohon of the finol solutiot1 is kl be dete£min1d bf 
fi1ro1ion ond reconkd . 

Pnmnrqtino of ToS Tube n,,d Tf11 Sub:;ton,;t 

• All l+st tubH lhal will roceiw, Int wbslonc.e a t~ tho<ouvhly cleaned ood steam dmilixad prior lo"'"· 
• TIKI wbsfonca is ~•d bydllution jl:1 :1 OJ b)· d,.. addiri<,,,of) porl olSlen"lr,x Ultra Oiiunfedtlnl Clea,_ 

$olu1,on 1 to 1 part of Si.rii... Ul1ro Aoi:,ivctor Sclv1ion lo IO parts ol N:)Af:. Sj,ntl,eli< Ha,d Wole,-. 

10 ml al the prcpo,cd tut •ub:itanc:c m iromfurcd l,y ;IOl\lo di<po,oble saroloi;iic:ol p;p.r, or other meoni os 
oppropna"', into ~och 25 x 100 mm tes! 1ube de,ignatud tar that pu1pcoa, ond cquilibto,-d to 1C$1 tcmpor(l'luro lor 
l!; 10 mrrMt>S prior lo ,ni:iOlillQ to::ttno or •ocording ru, wb~nce lefflP('ro!ure . 

• Ti,i:s :a,bolanm i, lo be ...,.i,d within 3 hour., r,f proparahon. 

l!li;pa,qtmn of Tc:t Tubs for :Subc;ylrum/Ncyjrplna,90 ~nd fnrul;gt/oq of Tf9"'ed Camm 

• Befora tho ~1 liooin,, 11,c, sub<:ulrvro/neir.rolizotion ten t..oba, ore prapor<td bv claoni:,g, followed by II-. cdd'fon ol 
10 ml af an opprap,iotc subwllun: ne,,lral~i,,g mocliurn o~:J slaoll\ "'orffiad priot to use 

• Bcf<>re the le$!, dean s!uinlc.u stcol carrier. a rc oo:,ko::I ir, lrcr:h IM t-.'DOH far at leo•t 12 hours. 

• c....,;.,., ""' •harouw,ly nmcd u.ing muhif'la top-wolot rinses followed by o doub1a 'i;/0 wo1or nn ... 
• An al,quct of ri,uo wotl!J from the fonot R/O walor rin:-.c, i$ collectod, and miffll with 2-3 drops phenolphtholl!in. If 

alkalinity is olnrtm:d (rint!> wo!i::t turM pin1c) 11,c, c,arm,,• aro ro-rin:,:d untrl o1Jco~ndy i~ no longor obsorvod , 
• CaJ'rien are cfd-tribu1ed in.10 01-. opp10;>1 iote o~a,·able con!:Dine, .. C:GVded wwilh J.-011ited ar tttV~se ovnoa:t 

water end sl,iom s:l)rilrzed 

• Carrier., ara allowed •a cool to room lQmporotu,r, pru,r to us1t ,n ltt.;tudy 
• Prior lo uoc in lhc otudy. corrlct•....., ob•cnocd for ~and !lawed corri= °"' d,scordod 

Pn=Pera,,o" of Tr.!f! CYl•urn 

• A doily cu11ura of the 11:S! microorgcniom •• croo1od ~rn lho wo,lcing stock cultvro in 10 ml >t>AC S)'nlhelic Sro1h. 
Thi:, ,ultur·e is incul,,oleJ !or 24 : 2 h~vra ol 36 :!: l'C. 

• S1,~eqv1111 dony tronlfe,. 1~51 ore mode bv lroAAerring 0 .010 rnl of the rno,t recent daily ltc,nsfer culkm, into 10 
ml ACM:. S-,,,lholic Broth ond /ncubalcd for 24 t 2 nav,. o1 36 -.:. 1"C. Only ono doily trori.hrr i$ requirtd prior IQ 

ini11otion of th• ilnol rn cul,ure, 
• A teJd oAtu,e ;,. illitia!ed by tr1Sr.sf.wrin110.010 ,nl of lhc mast ,.,_...,n1 doily 1ran:#.,.- r.vlMo in.10 en CPP<Qpriote 

numb<,r of !Ml Mies. eoch conlain;nv 10 ml M:JAC Synlhet;c Broth end in<ubated for '48,54 hours ol 36± 1"C_ 

,._,,,,,,.9<lblal To:rt l.aboratori .. • 1304 W. lndusml ll,d. • R..,nd !lock, T.,.o, 78681 • jS12i 310-8378 
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• Test cultvtcs arc vat1mc mixed end ollcwed re •lal'>d al om~ temp81'01u111 fa, 2' ID minut=-
• llome>YO 1ho uppnr po,fion cf the n-.i.ed a.fture[1), ft1C1Ying behind any dobri, o, cluml", and pool in 011 apJ"ap<ia!a 

VHSell•I-
• 'k: i the pupos. of achieving o;,mo, count. within !ho ra11ge of~,., <tudy, d,lu~on or 00n.:.ntrotion of th4 ijn<JI tw 

c.vllv,-., moy b9 perfom,c,1 us,ng Iha cultv,., me:fu.un us.<! 1o g_ro,a 1ha lest cvllvre. Monipvlo1ion of Iha fmol teot 
c;ulh,rc should be n10c!• prior to the addi1ion of1he or9onk; •oil lead . Manipukrtad lt:.t ...,11u,.,. ar• used .,.;tt,;,.30 
tl"lnutff -lor COl1'1cr lr,oculollan . 

• ltlowed, $!erlle fetal bo..,no •crum Is ac!detl ta the P"aled 1"" cu•ure such !hot lhe finol con""'1rohon is 5.0 :,: 
O. 1,,; jv/v) ff app~=bl.. 

• The ,.,.1 wlM•·so~ miidure is ..,.;rt.,d goruly tQ ,r,i,c. 

• Deionm,dt,....,,.., .,.,,,.,... v,alRr ia osp,rated frOM die conto ,ner c-ollk:lining Iha p,op:,rod ""'"""" uliing a .,.,;r., 
seralog,d pip(:! . 

• The tesl wl!u,. ii cdded to ihe droinad v,u,:iol containing the peni<:,linden, tuch thct all carriers 011> complet;ly 
sc,bmerged In rho toct cultun, !or unllc,m """"'"8• (Appr@matefy 1 ml of odtvre 1>4r tom«I 

• The tmf cullur<>and pcnicylind<Hs on, allowe:I Jo '1Und for 15' ::t 2 mriutc; Qt fflcm ll>mpcroturo. 
• Alt,.. 15 ::t 2 minuh,a "- ..iapsad, 11w a,llu,. is osp, ro:ed 011d pcni<yl,nd.:r, ate ~ ftom i,,. contoio-....­

a•t:pti<.cUy using o st«ile wire t.ook (tornerJ may bo tapped o,- sholo,,n prior lo re..,,.,.,..i lo remo..,. t«.ss cuhure) 
and ore rJ.xod, "" m0<ot than 12 carriers too <f,sh, on sre,Ue double fillsr popt,~inr:d, storilc Pcnl dishe•- Carriers 
a.-. pla..<t on end, ~ $pocGd in the dbh, •ur:h Iha! 1hey do nc1 !cud, en. oncther- If onv GDrrie!S fol ovet, 
11Mv a,o diseorded fram usa in lhe !RSI. 

• L0odecl l'elTi di$h1!S are ,cve:ed. tronsferred lO on mc,,balcr cl 36 ::t l 'C, on::f allawed lo dry ft:<' 40 ·•. 2 m.nutfi 
ct tml,I visibly df\'. 

• ll'IOC~ corrio,,s on, .-,l ..;1h;n 2 ho.ns of dr1i1g . 

E1pgsure of r.,pq;qu tn Jo;t Sub;lancs 

• lnOtvloto;! coniGrs alll 1tan1fe<.ed, using a 11a,,,..,1vn1ized wire hook, one cirrriw 1o aoch N>I! tube """'"ining ·,o 
ml U!OI subslonce. at cpptapriole inl&M!I; lo en.uf\l =lul c,rd aseptic handling. e,..,y otempt i1 mode -:o en;uro 
thor corrier. ,,,.. not aUt>wcd tQ tou:h the sides of !lie ie., tube during IM si.p. If a =:om,nalcd panicyli!'Cler 
t<>UdlH th• tides of tho test 1u1N going into !he, 11$ :wbstcnce. I~ ~,., ccrrespondill{I t..S lube is note cl, 
Tube<l conlclining tms subrilan"" and carrier ore gently swirled men plaCIICI bod< Ir, tl,c waler balh for •• dvtD!ion 
al the canl:ld lim• • 

..-. .. 11.,;c,obiol T ... l,obo,or<>Mi • 130-4 W . lndvstrlal Bl..!.• Rovnd Rock. r .... , ,e~l • 151?,i 31~378 

Page 29 of 36 
Antimicrobial Test Laboratories• 1304 W. Industrial Blvd. • Round Rock, Texas 78681 • (512) 310-8378 



·······••,," ANTIMICR(ll~BIAL 
TEST LABORATORIES 

Study ID: GLPl 322 Client: Sterilex Corporation 

PROTOCOL 

Protocol for Glf AOAC Usa-Oilulian Mathad 
P1368 

Pa;io 8 ol 1.t 

Protocol Number: Pl 368 

• Alter 1h11 con1ocl ijme f,,. oach eorricr hes olop,ad, ooch cortM!r is r•m""ed from tl,Q lesl subilar.ce using o Uom,o. 
s1'1,i~zod v.i11t hook. Cor,ieD may be !appc,I in the. I°""' lh/rd of!!·.., tvbo to romo,.., 8"tHs 1'1.t sli>s1once. Corriets 
arc than trans.!cnod too 1Q$t rul,., <Ontc,ining 10 ml of rhe opp,opriot• subcuburdnoutraStcrlion med.um, ,uch 1hat 
i7 i, completely wbmerg<id. If o treat~ peni()-!inder louchu lhc side,; ol 1"" lc>t IVbo going into 1ho 
nevtn,liwfoh/Jub<:ulturc '""d'°, 1hon the corrwpondii,g 1<1be is n01ed , 
T e•I tub~ rad, a,e u-.o~z, and !hen incubat..d for 48 "' , h.,.,,. o J~ ~ 1 ' C, 
Alter incuba~an, the numb~, ol leSt tubes shaw,ng grc:wth ls ~ordcd a long ... th me number /'IOI ~ho-.-.ng g1aW1h, 

Enume..'Uhan of Ts;t Cornw 

Following 1he conclusion of 1he drv time, caniers ore ost:i~ in two sffl of three; o.,a ••I tmmc:liatclv prior to 
condvd ing th,, 1ctt, end ono Jot ,mmec/1"'11ly foll.,....,g ,he test , fach carrier i, ll'D!"lllor~ indM:lucUy ID o 
wbcul1t.1re/neu1ro§ze1ion lest tube. 

• These lest tvbos oro plo,;ed ir, o beo\sr, filf@d with "Dier to the le,el olliquid in the tub«:, and held by hand Ir\ o 
• onita1c: ,o !he! lhe beolu, , boflom doc. r,ot touch tl,q bo:tom of 1h. ,onicO'.or ond oll 3 liqu <I IR1111h ore 
app•o,rirn<m!y equal. and so11ica11!d fo r 1 minu!<> ~ S $0<::>ndo, rimed wilt\ a c,:rt,fiod ,hgi10I timer. 

• Mier ,or.icciion, lhet Int 1V~ on, pooled for eoch lei of 1h1ee cartiers, ,.,;ally diluted in •hl•ile PBS or,d plated ii'\ 
duplica!■ within 2 hcuro of soniQQ!ion u;mo stondord d~ul,on ond pior""41 1.-::hniqua. 

• Enu,.,Hotfon plolts ore ino:-,bated for 48 = 2 h>urs h:,ur, o1 36 ~ l 'C, 

The numbe! ol microarganw """'""' on lhn CQrTia,r.; ,;rll., c:lrying i, de:ermintd using the follcw;ng fo1mula , 
including coun1, of "O; ond a,d,dng d~uticns w~h eau nb " ' "> 300.' CFU = Colony F'on-r"'l! UNI-$ 

IA"ll!oge CfU for I Q:'1 + (A:rerng• CFU for J Q:') I· (AvrJPl;fl Cf\J fog Jo·') • CFU/ml 
10" + 10" + l O' 

!ICFU/mli X •OJ "' CFU/Corri<t, 

NOTE: o,,,,,,. ditutions may be p/a:$1 ,r. lh~ ,. .. :nt 1hrt1 a Jcwer v,-obl., conr.ttnlft11/on if ell(Ha.d. 

Neutmlization C.Ontrd 

A s1erile uninocul~d carrier is llansfc:rrccl lo c, 1cJ;I tub,: can1ami"9 lO ml of the rest sub:;tooce. After the iµec,lied 
contaa time has elapsed, 1he <.Clfria, ls lforultrri!d to a ,iubculrure/r,.,.,.,alirotion b,01h 11:st 1-.Jbo, w.lhout ollo•v'"IJ 
esces:: lluid ID dr<11n off of tho car~cr. 

• After troMfer, th• '9s1 tub9 ;. inoc,late:l w~h 10-100 CFU ol r .. , ,nicr-gnnrcm (oblolr,od by 1orlal difut,on in ,as) 
and incubated olar.g m1h the: oil= t°" tu~. /1. parolk,I control iub9 conloining only neu1rafiur is inoa,lated lo 
.,info,, g.-ih of 1he iorget micr00<goaism as a compa1ari,e ce,wol . 

• Tha in0<ulum ,s ph:s1o<I fn duplica1c 10 ,-.rify1he number of CFU oddocl ond >ncubaied nloog,itl.! Ike ,.,.._ 

Ant .. w c;ol..t T.,. loboro1o>i,,, • 130-I W. lndv1-'r1cl tlt•d, • Routtd Ro<.-, r.,,.,, 78641 • {512f 310,8378 
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Yiabiitt ca--,,mt 

• Ono lo :wo inaculale:I last carrn;rs a,e plaetd in iN!ividual subculture/neutroGm1ion broth 1ubg ond i11euboled 
olot,;sic! • 1he test. 

Sub;uhurt/N1U1rglizgtion Srnrili?y C2ntml 

• A i..t! tube conlaini"ll only subculture/n.utrolizotion bro•h i> inc-Jboted olongside !lwtld <orriers . 

Caaitt S,prddY~ 

• J\ miril,, u,,1nocula1cd corriGt ,. added b a test tube: <c,,ioining subcuhur<:/neu~a&zalion l,rc,lh 01,d is itltuholed 
olong!Uci'e heo1etd carriers. 

Jc;rl Mic100gani,m Pudy CookPI 

• A lonpl,.l <>f ihc laot culture: u1ed in this sludy is ""'bwkured to g,owth ogor med:um ~nd incubo1ed ak>,v.,s<d~ 
«l'\\lffleta•i<>n plota la morphologically ccrlirm pr.._.:Ke ol c pwe c,,av,., 

-soa· Smjt.1y CMtrol 

• An aliquot of soi is ploted lo s!01ile gtawlh ,.,..f,um and incubat~d Qbngside ,.,t h,bu lo wuir s,e,ility at ti. lime 
off.st if appia:,b~. 

• M oiqual of PilS ;. odded to sterile g~wth medtUm ot>d incubated alongside en~mo,arior, pk,1es 10 V<1rify -sieril;ty 
of the 1ime oi le$!. 

• /.It, ofiquot of hord WQivr is ad(lod lo ::torilo growth mcdu,m and incuba!o:I alongside ,:numer"'1an plolc:s lo -ily 
ste,i,ty al the time of tc:1;!. 

• A plate c:onloinin9 only grcwfn !Mdiur.i used in !his $1ud)· ;s inc,ibated alongside enumeration plates to verify 
-,.,,;t;iy a11he time of te,t. 

CM6rmr;,lion atAnlib1r;,tis.l!s,<t•0t!:..{1111oliQable onlx 1s>A11libi0Uc•Rc1•1ROI Mis(pp~ 
On 11141 dc,y prior 10 elkoc:v 1esring, o culture of o Mn-0"1ibio1ic ,esis--0ru:e con•rol microorgonism (Sht;:,Jtyfor.occvs 
...,,., ... ATCC '2S9::!3) i; gn:,,,m on app,ap,loto agar growth mcd,a imucatod ot 36 :: l 'C fur 18-2• haur,s. 

• On t~ cfor oi tesling, ~ ontimiuobiol resi$tonc• pattem of 1h• test 111.croorganism is chataderiu,d. 
• Tho ar,6biolic ,esistanl test miao""9'1"'•m <:ultu,e used in efficocy t.,,ing is dilu1ed. 01 needed, in .ieril<t 1'65 to yield 

o concentrot,on of oppra,,irr1Cl191~ 1-9 • 10" CfU/ml. 
• $oi,a,olaly, tho <10n,antibialic "'5is'anl can!rol miaaorgonisrn i, hon.til•d from growth medio and dilut-ed •• •l~rae 

l'tlSto yieldo conc•nt1atiol'lofappraximotelf 1-9 x 10" OU/ml . 

Antmcroblol 'rMl lobcwat""o: • IJ04 W. lnduslriol &.d . • Raun.iRod<, Texm 786111 • {51?} ll0 ,831!1 
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• Co1\Cel'lllofon o! lest ond cont,ol mia""'!!"ni:m .,..,d to inrn:ulo\o ploies ""111 bv flflumeroled on oppropriare 
growrh medium by 1; IO d~ulion in sterile PBS and ,..,.d in It.: lino! r"l)Gri. 

• foct, d,lure microo111anism 5'1$j)9n•icn is !preod onto Mueller Hinton c;gar Uiing o :!1•1ile """"1,. 

• An1ibio1ic disk-,, o; oppropri01e, placed in rt,e center of inccola1ed agar pla1et, o,., LIUd for bolh ""1 <1nd eom-ol 
m><:roargDI'.,..,,. \o "'Orrly '11$is:ionco par ChniC'CII loborotory Stondo«I• (CLSI), 

• Plote• lor a"libiotic 1nis!onao or" incul>a!ed ot 36 : 1-'C fol ~ 24 hol,,,s, 

• Th<> a ,umetc,; of •~noo of inhiliilcd growth arc mcasurad ,n mil•motcrs ond ore naiod ir. •he final t&port. 

All IVb<-i ond pla,es leicept for ontibio1ictP$isklnce plclet}cre ir,cubaled al 36 = l'C for 46 = 2 ~.our,. 

ConfimJ91ion of Positive T ubet Folo1~• no lncub:Priao 

• If multiple tvbes detn,,,,,1rotc !l"0""'1, ~2011. af 1hooe 1ul:e ""' <:anlirmod nc,1 lo be a tT.SJt of c,o111ami:,ot,on by 
ploting on g'°""h mtdio, or other onclysis o~oppropriutor. 

• All cor,hrmcrlory plcstcs ,;,r,t ir.cu~ {o,. 18-24 hour; cl J6 • l'C 

Confirmotion nf Neootm! Tubes foDCtt!iOO locubotion 

Noiri : ConR,mo,,o,, of nerJOb¼, tubi,s Is conducted;,. fne _,, rho1 o spe,:ia{;ud s,;u,;/A,-.e ,,,,.,,,oJimlion ~ o, t:.Jdt 
os Oey/6,g/ey broth. is used wh;d, wrY no/ :show liltbidity or a co/om,r:Jrit: =v/1. 

If d1 tubes dcmc!'l&trale no grc.w!h, :,, 20'!I. ol !ho:c k:bo: or-a confirmed by plot, 1'1Q M growth modio , or o"1er 
ono!ysia as oppropriole, 

• ,\II <onlirm<rlo,y platn °"' ir.cvbt>led for 16-24 hours of 36 :t l'C, 

X. Su«ntc.itwia 

• l h,, experim""tal success (conlrols) c,iterio lollow: 
• The fetl mietoorgonilm must d. 11omtro!" a mean 1011 d.<n::,fy c,I o, ...,., 4.0 caM'QSPon:lir,g lo l x 10' 

CRJ/Carrier ond nol ob~ 5.0 comupond·ng ro a meor, log d,:nsi!y of 1 X10SCFU/Co.-,ii:,, 
• 1 he s11bcul1ur<?/r,o,vtrolizot,<>r, $19rili1y cont,ol ""' 1vba i i MQOIMI for g rowth 
• The <:a<ricr •nlify canlrol hlot tu!:<, is n09alivo la, graw1h . 
• Th,, viability 91owth cont,al lm;t tube(•} o re pa:w1""' lor growlh. 

• The neutraliiali:ln control subwhure/neuttolizatia" 1e!>t tub,: is pmi1iv<, fc,r t,JrCw.l,. 
• The nwtroGzotioft confral inO<:\llum ci..,,onslrofes 10-100 CRJ. 
• The "soil 0 steril,,y cont,al ;, negative for growth rf opplicobl<t , 
• The media steriny controls. ore nego1ive fur growth. 

Anlfmiuabiol Tr.1 labara10ria,: • 1304 w. lndutlrial a, .... •~lot~. T-,. 78681 • (Si , , 3'0-8378 
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• The f.l'A performan~ ctil•110,, fot diS1nfe<:ti<,n lolbws: 
• TI,., pmdva should lc,U all 1t-.e ~ microorgonism1 on oll ccmerJ ,n 11-.a >peciiiod oonlad li:ne. 

• Ret~ing guidance for di~fe<:ti:m foUows . 
• Whan o 1.,.1 bit. ond ~.., leg,. d•nsityof tho tr.tcorricl'> •• below ,.o, no r"'1es1il'lg i1 necl!S>Of)' 
• Wh<,:1 a 1""1 .,.....,. an:I rhe log O densi!v of rho 1'9~ corr-,m,: u: oboYe 5.0, no rer .. tinQ •• ne<etsol"t' 
• Whan a 1esl fails and the lcg,.densilY of the tc..i corTicru i!l al:ove 5.0, ,e1nling moy be condu<:1$d . 

lCJ. llopornng 

• Re5111f,; ore repo,1cd orxu,arcly and kllly, ill occ.ordonce w~h tP~ GIP (4u CFII Pan 160). A dr<1h report ..,ai be 
p,ovrdod far tcw11,w by thit Sludy Sponsor prior lo S1l>(iy comp!ation 

XII, Dato C111d Sarr,i,lo ltonnlian 

• The ,ludy repo:! and corre!lponding data slleeto wil bo heir! in 1ht, ordlrves ol Anlimlc10biol Test Loborotorifi for at 
leas• 2 7,ec,,s alter the dot• of !he fina l report and tl,cn may be det1to,,R<f. If 1IMi stud, is usod bv ffiQ Slvdy Sponsar 
in ,upport of o lc;,l,d do,m, cloc:vmsnlo1ion may be returned lo the Slvdy Spo,-..a, fo, archiving ot Sludy Spon,Of'; 
l:Jlflenie. 

• The test subconce moy be, ro1Utncd to 1hc Sludy Sponsor 01 Study Sponsor'; 10qyG$1 <Ind c,pe11!1c wi1hin 30 dovs cf 
stvdy con-.plat~r\. If tho Slucly Sponsor doet nol ,.c.uest morn of rho samplo, ii ,..11 ba destrO'(ed >-30 da)'l d1« 
ttud,- COIT" pll!tan. 

XII. Qualhy Canlrol 

Tho s!udy i# ,anduded in occordance with /\ntimic,ob111I Teo! Labo101cl1iu' Q...ality ,",\anag..nent 5yflom ond wol 
u...:lergo a full quo1i1y oHuronco ,o.iow. All p,oto,cl amendmenls wal be fully recorded one! '"l'orlod, os ,-cN.,. 
ony dcv,ohOns from lho prol:icoL 

• •A,sooot10r, of Offocial Analytical Cll<lmi51,, lnl"omo-.ionct.• AOAC O$aaf ~/trod 9SS. TS. TK1i119 o,.,nf9cton1$ 
Agai Ml Slap/tyloct>«vf au111us. f!e,ioccl 2013. 

• US EPA Product l'c,fon,..,nce Tast G...<!eines OCSPP 810.2200: Oi~nfo.--tonts for Uso an hord Surf~•· · Efr.~acy 
Dato Rccommandar.a--u: 

Antwnottols,a lT.,,, lobam1o,i°' • 1304 W. lndv::trial Blwl. • R<iurwl Rode.. T"o• 78681 • (SI 21 ll0.8378 
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•~ tho Studt Sponsot. hove rood and undctllaftll !ho c!udy p,ala<ol By..;.1-ii,a this praeocol I om ~11o'lr·119 1hal !he 
nfet.-lon crnd pa•-•" a::a.toaleft de>ct'be tho IOSl{>l lo bo compleled in oc<o-d<>Mo ...ii- Good I oboroto'Y 

l'raclit• SloMO!ds (OlPSI lllipvloied by -40 CF~ 160, I h""" ah<! "'°d, vndontand nNI ogro.o 10 rhe ..,,_ and 
~i!i'o.,. 1;:1,od ;,, tho p,rot,xal. • 

Shldy Spc,,nso,Jl.,-lw Slp,tuN,A!'PINftO Ptolaeol 

~a,;n-

N Gorcio, St:,i:t, 0.--,An1imaol,tal TISI Labonr.¢r 'H, ltC 

,Wnw:...t,;.11..,..,.__;,.. • l !loiW W, lndotlri,al!!w,I, • ll,o....dRac.;, T .... 7U81 • l512: 31D,137S 
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Cl•-.1..- · - ,,.,.,,,_ , "'l'"•A--"" .. ,,... ,.,,.,_ ... . ~ ·~·--·· ......... ..... 

·n ~ll 1'1!JJ,l)'~l!t '\\.J'5. \ "-•11: l11rl.-oi Ill 1 1u--. r h.:n·,_ ·.-.. It) •Ill l ' l J-t ; l•J IH " ltl ( •l ( :IW 
l »1!1(1!if1Jt1d-:s. Uk .. :S1t.d.:--ti.:1..t tl• !";i )'ll ~H\ ! 

N,1.ms-, 
t ,r. Nnc\f,r.,; 
lli! "-.' .;l l\r ',1'y"1,• 

~ - «.e.. 
U:~.P..,w;­
~1a,~ f rin:Q(•1r 
l._.~ ·1.a.1.X"<r.»<,t~ \. l1:~. 

Stc:o l-:...,_ tltn. lJ ,r.n,1(-r.'ui,·,;t C-t.):tc:t ~"lk.11..,.~ I 
A'-H •'-4-" 
Mllf(; lf •t 211 1., 
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